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mm* 

[#§flf^<Z>«&H] 

[ff^l] i&mik^ \syftWMm<D 1 6 S rRNAtfdirDNA 
JC«5fcfiSrtCA>f ^>TXt--5 18-252? \s*=f- K^e>35:S^tKT?&oT, 

[ff^2] &SR<ffcx^ \/yfrMMM<D 1 6 S rRNAifeBrDNA 

f^^Cli^mt LT.PCR (polymerase chain reac 
t i on) ^StlfcDNAi^&tffif^i&iftxfl/^iii© 

[ft ^« 6 ] m&m 4 aa«©at3gftx^ u >^»iiiaii«i^n - y 

[3§0£tf>#$fl&i&f£] 
[0 0 0 1 ] 

#2§0J!te, SSlR-ftx?- U>#jB»fSa) 1 6 S r RN At fete r DN AJCtfft 
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[0 0 0 2] 

[t»©&ffi] 

3 * l«T* * £ & ?Ht -T * 4B^, Bfti&iHt *> *i 3 £ e> ^ £ ^ #) *J j£ t 
[0 0 0 3] 

t»oT, SSR-ffcx^ l/>^»«Ha© 1 6 S rRNAifettrDNAfC«5fefi9 
[0 0 0 4] 

*l§^tt^<Z)^^bX^-l/>^«?lffl®© 1 6 S rRNASfclirDNAtCl 
(1) SIftxf l/yftMmmcO 1 6 S rRNA*felirDNACftjt» 
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(2) ^iftxf-l/^iHiOl 6S rRNA^tiirDNACf^ 

jcA-f^u #4X-tz> i o~5 05?^ i/^-^ Kfre>&*;RiftT?&o , r, 4>&< £ 

(3) ttt'|g^x^l/>^®j|fflB«ffiffl-efe«±ia (1) (2) IH«© 

(4) _Lffi (1) fc^L (3) <m^*lfr{CfB«©^£;&t*ffi5t;ii§, Wig 

(5) ±ga (i) &vm_, (3) (D^irtifrizmMvmmz-J^'C?-. ««■ 

tf^^SS il L/T PCR (polymerase chain react 

ion) SrfrV^ ^jfcStifcDN A Wftf &&ffi-f S&SHfcx?- U >^»jW® O'tft 

(6) ±m (4) ia«©*lRfba:^^>^i»ilWSttffiM«i»^n-^i:, 3$ 
[0 0 0 5] 

[0 0 0 6] 

SiftXf 1/>^«I(D1 6S r RNA^fettr DNA 
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K&ftmZHj 7 V 18-255?? h>^^5»t'feot, 

iH^mcos2^j## i~i 5 <D\,^-?tifrcom.%m?iL zti^o&mmmt 9 o %j^ 

$.fe*mm(D&m&. SMxf U^HlOl 6S rRNAtfettrD 
N AlCtf5fcWtC/W:7U *V X-T£ 10 — 5 0, L< t± 1 5 — 3 5 * ? 

[0 0 0 7] 

o % * * n v - & * -r & issiH^j, rn e> © m.&mw t. m & m.mmm 

[0 0 0 8] 

jS?*WS© 1 6 S r RNAtfettr D N A \Z&% |$IC 7\>f ^ U ^f^XfS. 
[0 0 0 9] 

-hta^iHtx^ U^^jWKCD^W^feCQi: LT(t Dehalococc 
o i d e s M<P<BB&3f#&frf g>*l& B 
[0 0 10] 

* li /\ >f y U # >f if - */ a > & ft o Z. H (C £ »J ifcjRf fc x^- 1/ > & & #M 
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^ttftfcfcCDi: VXit 32 P^<DMM^7im ;FITC (Fluoresce 
nee isothiocyanate), a-#^ >*$<Z>SK3fc4&3R ; 

[0 0 12] 

Mm&mf&*tfimLt=.^M,w£^j7'v ^-er-s/a >=&hjisu 

[0 0 13] 

*mma>i&mit^*i'>ftmmm<Dtiim*mi l ** mm*mn commit m^xm. 

[0014] 

PCRtt»*M ^ii:^t, *fcr&JRS4xTV*§PCRM3fv f> £ 
fl^Tf? e» r^tt'^S. PCRtiifUppe r Pr ime r JSitfLo w 

[0 0 15] 
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iST?**. -*&t>?>. mm*mn<n&mit^i;yftMMmifemmu^u-7 

t=.mm^&M2l±TRN At.fz.lZDN A/W -fV #4 if- */ a y &ff o 9 
[0 0 16] 

$:MS-rs^i:{cj; £fc.'&ftmMT*nffiLfz.mi$iz'Att<Djjmiz 

[0 0 17] 

^^y^mmm^mm^x^m^^\yyvwm^nfc.±mtf=.izmrMif^ 
m\j ? s « -a- (c , jwiasR-f b # tc ff ti s a* ^ e> ^ & ^ «> ¥33£ -r * x t # t- a 
z>. zfz.&mfc^\syftMfflmtf%imT'M&^m'&. ^m^t^i^y^mmm 

[0 0 18] 

SS^R-ffcX*- l/yftMMM<D 1 6 S r RNAt.fc.lt r D N A tC«$fcefllc;W 
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zh^x^z><dx% i&mit^?- uy^mmm^nmmz-mmmx, h^mmz 

[0 0 19] 
[0 0 2 0] 

mmm i 

iktfm%x^te^m&D, E&zzfFcD&tiefrffifrbj&TykZVy-fvyyL 

. Z1©%T7K 1 0 0 m L tpfr tDNA $rTfH©iS l J Jftffl L tc 0 
[0 0 2 1 ] 
( 1 ) DNAODM 

ftT^lOOmLHiO. 2 /ti mCD^-f ^^--eaiigbfc^, 3 CD 7 ;b # 
- £ 2 m.L^C7)^rL-^CA*l£o $ £ {C-£CD^^i- ^(C Z irconia/S 
ilica Beads (fi^S 0. 1mm) lmL^WEx t r a c t i on 

Buffer (100 mM Tris-HCl [pH8. 0], 100 mM 
sodium EDTA [pH8. 0], 100 mM sodium phos 
phate [pH8. 0], 1. 5M NaCl) 1 mL £#D*_, MMW® L W,B 

ead b e a t e rx* 2 ftmmmvt-. mzw&mmz 3 mmv Mis f~&. 1 

O/iLCDProteinaseK (10 m g/m 1 ) &#[J;l> 3 7°CIZX 3 0# 
mUULfc. Z&fflilZ. 2 5 0 mL®1 0%SDSM5:itI^, 6 5°CT'2^H 
St>*-hlHc7)B ead Beate r #t.3g&?To ^CZ)^8 0 0 0 
x giZX^X 1 0#r^4>#ltU ±i5riHlfc. Ji^tt ^ O □ *:;i/Attm 

u ^4<D>r y^nA7 -;b£85M> ^UxeofrmUfrU. soooxgicr 
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«e&3-efcffe, 5 0/tL©«SIS*IC»j»lfe. 

[0 0 2 2] 

(2) PCRtCtSl 6S r DNAtf) fulfil 
BtffH (1) WcifflDNAMl a L$:f>yi/- htCUT, 16S rD 
NA&PCRJC«fc»Jit«|Ufc. PCRitf0@<Z>&jS?R<Z>£§fiH:l OO/tLilb, 
2. 5U©Ex Taq DNA polymerase (gSlH) , 2 00 
MMCdNTP^fMU;, :/^-V-^T£ LTte, ^ 1 tC^-f «fc 3 tC, KW 
I - D e 1 0KW.I -De 6 ififr&U pper Primer^U 

Bactl 4 9 2 (5' — A C G G C/T T A C C T T G T T A G G A C T 
T-3' ) fcLower Pr i me r tt5 610^5^7-^7, £J:t>*B 
actOOll (5' -GTTTGATCCTGGCTC AG- 3 ' ) ^Upp 
er PrimertU KWI -D e 7^^1KWI -D e 1 5©MW^ 
3iIB?'Jtf>V>-f L ower Primer 9ffiflD^7>f7-^7S:-?- 

tl-?tl2 0 pmo l^fflbfc. ^©ffiCDS/SafflJSJcttPCR^rv MCjffitfCDvn 
^r^/JCfleofe. PCRyg^te, Pre-heating;94°C, 2 4HC1R# 

> n i mm ; 9 4 °c, 20 n 2 mm ; 5 5 °c, 30 n 3 &@ ; 7 2 *c, 

3 OiM Post e x t e n s i o n ; 7 2 °C, 7#£ 

[0 0 2 3] 

-tiHPC RJxJZsWi2 n L &7#n-*«£cacS&lC2M*t, fS3n4*t3©D 

^ 1 (C^^" 0 

[0 0 2 4] 
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[0 0 2 6] 


[*2] 


m^m^ 


(5' &e>3' ) 


KWI 

-Del 

I mm 



I GTCTTAAGCAATTAAGATAG 

KWI 

-De2 

I mm 



I CGCGTAAGTAACCTACCTCTAAGT 

KWI 

-De3 

I mm 

i#3 


| GCTTCGGGAAACTGAAGG 

KWI 

-De4 * 1 

I mm 

l#4 


| TGGRCCGACATATGTTGGTT 

KWI 

-De5 

I mm 

l#5 


| CACTAAAGCCGTAAGGCGCT 

KWI 

-De6 

I mm 

1-^-6 


| TGGTGAGGGGCTTGCGTCCG 

KWI 

-De7 

I mm 



| GTGAGCGTAGGTGGTCTTTC 

KWI 

-De8 

I mm 

8 


| CAGCAGGAGAAAACGGAATT 

KWI 

-De9 

I mm 

1-^9 


I GTATAGGGAGTATCGACCC 

KWI 

-DelO 

I mm 

l#l 

0 

| TGTAGTAGTGAACTGAAAGGGGAAC 

KWI 

-Dell 

I mm 

l#l 

1 

| GACCTGTTAAGTCAGGAACTTGCAC 

KWI 

-Del2 

I mm 

1-^1 

2 

| TGTTGCTAGTTAAATTTTC 

KWI 

-Del3 

I mm 

l#l 

3 

| GTTGCAACAGTGCGAACTGG 

KWI 

-Del4 

1 IB#J1 

1-^-1 

4 

| GCTAATCCCCAAAGCTGTC 

KWI 

-Del5 

1 BB^fl 

l#l 

5 

| GTCGATGTGCCAACCGCAAGG 


[0 0 2 7] 

Rfc«fc IC J: y DN A^fi»Sn«!A»ofeMtt4 8 EI tfJ 5 EIig3g 
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mmmz 

(1) Light Cycle rlCj:4tttfJ 

^7^;^r^ y *«c5££**fcSl0>L ight Cycler &J§^T*T ofc. 

-£(Z)|^, Upper PrimertlTttKWI-De8^, Lower 
P r i me r £ LtftKWI - Del 5{CfflffiW**U * l/tf^ K£*U/BL 
£ c ^^yj^f-i/a>yn-^i:bt, KWI -Del0O3' pfc 

Sfsf&FITC (Fluorescence isothiocyanate) &C 
T«S»l/fc*)<Z), fcitfKW I-De 1 1 © 3 ' 5«£ V >M:U 5 ' 
FITCICT^IbfctjC&tfflbfc. PCRHlSiCttLight Cycle 
r DNA Master Hybridization Probe s^yh 

[0 0 2 9] 

[*3] 
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[*4] 

I '■ — 

I ^;H5t= 5 0 (1z>f*2/ t> 1 -> 2 — 3 ^\ 


r i 

I -fe^^ > h i m 

1 1 
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I I 

1 (s) | 

ummmm 
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1 1 

I i 

1 1 1 

9 5 

1 o | 

2 0 

i &b i 

h +- 

1 2 | 

5 4 

1 15| 

2 0 

I i Emm i 

| — H~ 

1 3 | 
■ i 

7 2 

1 3 0 | 
i i 

2 

1 teh 1 

i i 

[0 0 3 1 ] 

[IS 5] 

r n 

\ 9 fr&= 1 1 

i i 

1 1 

(°C) 

i i 

1 «#B3rlSI 1 
1 (s) | 

umMiti&m 

(°C/s) 

i i 

I mft&m i 

1 +- 

1 1 1 

9 5 

1 0 | 

2 0 

1 fcL. 1 

1 +- 

1 2 | 

4 4 

| 10 | 

2. 0 

I &b i 

h — +- 

1 3 | 
l_ _l_ 

8 5 

1 o | 
_l_ _1 
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1 &&tttt I 
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[0 0 3 2] 

[*6J 

m6 sea 

r 

1 = 1 


I 
1 

1 -i 

1 M7*y h I g^gl 
1 1 (°c> 

r t 

1 1 unmm i ummtmm 

| (s) | CC/s) 

-r H 

1 mytmm I 
I I 

h + 

1 1 I 4 0 
1 1 

-+ H ■ 

| 3 0 | 2 0 
• i 

H H 

1 &b 1 

1 l 

[0 0 3 3] 


b ifttf> d n a tt^s nrm.mit^ u l & v^ ^ u»i $ nfe 
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SEQUENCE LISTING 

<110> KURITA WATER INDUSTRIES LTD. 

<120> Nucleic acid, nucleic acid to detect bacteria having biodegradabi 1 
ity for chlorinated ethylene, probe and process to detect bacteria havin 
g biodegradabi 1 ity for chlorinated ethylene 

<130> KWI00066 

<160> 17 

<210> 1 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(20) 
<223> primer 

<400> 1 

gtcttaagca attaagatag 20 

<210> 2 
<211> 24 
<212> DNA 

<213> Artificial Sequence 


1 4 
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<220> 

<222> (1)...(24) 
<223> primer 

<400> 2 

cgcgtaagta acctacctct aagt 

<210> 3 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(18) 
<223> primer 

<400> 3 

gcttcgggaa actgaagg 

<210> 4 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(20) 
<223> primer 

<400> 4 

1 5 


24 


18 
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tggrccgaca tatgttggtt 

<210> 5 
<211> 20 
<212> DNA 

<213> Artificial Sequence 

<220> 

<222> (1)...(20) 
<223> primer 

<400> 5 

cactaaagcc gtaaggcgct 

<210> 6 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(20) 
<223> primer 

<400> 6 

tggtgagggg cttgcgtccg 

<210> 7 
<211> 20 
<212> DNA 
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20 


20 


20 
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<213> Artificial Sequence 
<220> 

<222> (1)...(20) 
<223> primer 

<400> 7 

gtgagcgtag gtggtctttc 20 

<210> 8 
<211> 20 
<212> DNA 

<213> Artificial Sequence 

<220> 

<222> (1)...(20) 
<223> primer 

<400> 8 

cagcaggaga aaacggaatt 20 

<210> 9 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(19) 
<223> primer 


1 7 
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<400> 9 

gtatagggag tatcgaccc 19 

<210> 10 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(25) 
<223> primer 

<400> 10 

tgtagtagtg aactgaaagg ggaac 25 

<210> 11 
<211> 25 
<212> DNA 

<213> Artificial Sequence 

<220> 

<222> (1)...(25) 
<223> primer 

<400> 11 

gacctgttaa gtcaggaact tgcac 25 
<210> 12 
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<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(19) 
<223> primer 
<400> 12 

tgttgctagt taaattttc 

<210> 13 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(20) 
<223> primer 

<400> 13 

gttgcaacag tgcgaactgg 

<210> 14 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(19) 


19 


20 
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<223> primer 


<400> 14 


gctaatcccc aaagctgtc 


19 


<210> 15 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(21) 
<223> primer 

<400> 15 

gtcgatgtgc caaccgcaag g 21 

<210> 16 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(21) 
<223> primer 


<400> 16 


acggytacct tgttaggact t 


21 


2 0 
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<210> 17 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<222> (1)...(17) 
<223> primer 

<400> 17 

gtttgatcct ggctcag 


17 
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mm) 

[ft?&3M8] ifiSR-fbX^ U>#flMBnS<© 1 6 S rRNAifcttrDNACS 
ftlfttC/W >TU X^S 1 8 — 2 5 5?* Kfr fcfcSgSBft-e&oT, @B?'J 

#-^1 — 1 5©V^ft;fr©&a£BB#U ^ tl ©JfiSBB^J £ 9 0 %JgJLh(B)fc i En 2? 


ffifl# 2001-3056609 


#2 000-227580 


ffi m A 


[000001063] 


H 1990^ 8^100 
ft m ^!35ff?ilSBff?i3TS4#7# 
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